Supplementary Figure S1. Supplementary Figure S1. Development and validation of a medium throughput HPLC method for the detection of L-serine in microbial culture supernatant. (a) Overlaid HPLC chromatogram of L-serine standards. (b) The recovery of L-serine from spiked samples (n=5). (c) Reproducability of the method (n=5) for different L-serine concentrations. (d) Calibration curve for L-serine.
Supplementary Figure S2.
Supplementary Figure S2 . Translation initiation rate prediction of the input library and library reduced by RedLibs. Histograms of the translation initiation rate predictions for fully degenerate input libraries at the Shine-Dalgarno sequence for serA (a) and serC (b) and the output libraries reduced by RedLibs 1 to 144-member libraries with a uniform target distribution for serA (c) and serC (d) . In the bottom panels, dashed lines mark the translation initiation rates of the variants that were chosen for further analysis. The individual predictions for the fully degenerate input libraries were calculated using the RBS Calculator 2 . Figure S3 . S Normalized LFQ data Ratios of SerA to SerC and SerA to SerB were calculated for the original synthetic operon pSEVA27-sl-serA mut CB (black), the pSEVA27-sl-serA mut CB TIR 1 operon (orange), the pSEVA27-sl-serA mut CB RedLibs 4 operon (blue) and the high copy two plasmid system (grey). Supplementary Table S1 . Supplementary Table S1 . Strains used in this study Supplementary Table S3 . Supplementary Table S3 . Oligonucleotides used in this study No. Name Sequence ( 
Supplementary

Strain Genotype Source/Reference E. coli NEB5α fhuA2 Δ(argF-lacZ)U169 phoA glnV44 Φ80 Δ(lacZ)M15 gyrA96 recA1 relA1 endA1 thi-1 hsdR17 a E. coli MC1061 araD139, Δ(ara, leu)7697, ΔlacX74, galU-, galK-, hsr-, hsm+, strA In house E. coli BL21(DE3) F -ompT hsdS B (r B -m B -) gal dcm (DE3) b E. coli ALE-5(DE3) MG1655 ΔsdaA ΔsdaB ΔtdcG ΔglyA thrA mut (DE3) 3 E. coli ALE-5(DE3) serA mut CB TIR1MG1655
